We evaluated the influence of the cancer microenvironment formed by peritoneal invasion (CMPI) on clinical findings in colon cancer patients. In addition to the association with poor prognosis, we discovered a relationship with bowel obstruction. Detailed analysis revealed that clinical findings related to bowel obstruction occurred more frequently in patients with an elevated type tumor, which had peritoneal elastic laminal elevation to the tumor surface, compared to those with non-elevated type tumors among those with elastic laminal invasion (ELI). Lateral tumor spread and increase of tumor annularity rate in ELI-positive elevated type cases suggested the morphological progression from ELI-positive non-elevated type to elevated type. In addition, a-smooth muscle actin expression was the highest in ELI-positive elevated type, and prominent expressions were found not only in the deep tumor area but also in the shallow tumor area. Furthermore, contraction assays revealed the robust contractile ability of subperitoneal fibroblasts stimulated by cancer cell-conditioned medium. Our findings suggest that CMPI spread into the luminal side of the colonic wall along with tumor progression, which caused bowel obstruction through the activation of subperitoneal fibroblasts. However, although the clinical outcome was not different between the two types, the clinical findings were affected by the spread of CMPI. We are the first to explore how the alteration of the tumor-promoting microenvironment, along with tumor progression, contributes to the development of clinical findings. C olorectal cancer (CRC) is one of the most frequent malignancies in the world.
We evaluated the influence of the cancer microenvironment formed by peritoneal invasion (CMPI) on clinical findings in colon cancer patients. In addition to the association with poor prognosis, we discovered a relationship with bowel obstruction. Detailed analysis revealed that clinical findings related to bowel obstruction occurred more frequently in patients with an elevated type tumor, which had peritoneal elastic laminal elevation to the tumor surface, compared to those with non-elevated type tumors among those with elastic laminal invasion (ELI). Lateral tumor spread and increase of tumor annularity rate in ELI-positive elevated type cases suggested the morphological progression from ELI-positive non-elevated type to elevated type. In addition, a-smooth muscle actin expression was the highest in ELI-positive elevated type, and prominent expressions were found not only in the deep tumor area but also in the shallow tumor area. Furthermore, contraction assays revealed the robust contractile ability of subperitoneal fibroblasts stimulated by cancer cell-conditioned medium. Our findings suggest that CMPI spread into the luminal side of the colonic wall along with tumor progression, which caused bowel obstruction through the activation of subperitoneal fibroblasts. However, although the clinical outcome was not different between the two types, the clinical findings were affected by the spread of CMPI. We are the first to explore how the alteration of the tumor-promoting microenvironment, along with tumor progression, contributes to the development of clinical findings. C olorectal cancer (CRC) is one of the most frequent malignancies in the world. (1) (2) (3) The majority of patients with early stage CRC have no symptoms and their cancers are often detected during colorectal screening. However, in spite of the development of the screening system, there are still many patients whose cancers are diagnosed in an advanced stage with clinical findings such as melena, abdominal pain, or obstruction. (4, 5) Clinical findings related to CRC are caused by tumor growth into the intestinal lumen and tumor invasion to the adjacent organs, therefore the development of clinical findings typically occurs in relatively advanced stage CRC. Nevertheless, not all patients with advanced stage CRC experience clinical findings. For instance, patients with an apple-core lesion on barium enema examination do not always show obstructive symptoms and there may be no difficulty in passage of the colonoscope despite a typical annular severe stricture formation. Thus, the relationship between clinical findings and tumor progression remains unclear.
Recently, peritoneal elastic laminal invasion (ELI) was reported to be a strong prognostic factor in colon cancer (CC). (6) (7) (8) Furthermore, we reported that the cancer microenvironment formed by the peritoneal invasion (CMPI) promoted tumor progression and metastasis through the interaction between subperitoneal fibroblasts (SPFs) and cancer cells. (9) Peritoneal tissue is one of the final layers of the colonic wall, so ELI occurred in advanced stage CC. In addition, marked morphological and pathological alterations were observed in tumor tissues after ELI. Therefore, ELI, and CMPI formed after ELI, may cause CC-related clinical findings. In this study, we aimed to evaluate how the formation of the tumor microenvironment, such as CMPI, could change the characteristics of the tumor tissue, and whether it could affect clinical findings. Using detailed morphometrical and biological investigation, we evaluated the interaction between SPFs and cancer cells within CMPI in colonic obstruction.
Materials and Methods
Patient selection and follow-up. A total of 205 patients with pT3 and pT4a CC who underwent curative surgery at the National Cancer Center Hospital East (Kashiwa, Japan) between January 2007 and December 2010, were retrospectively evaluated (Fig. 1) . Demographics, clinical symptoms and treatments, serum data, colonoscopy findings, and histopathology and prognostic outcome data for the patients were recorded. Clinical symptoms included abdominal pain, abdominal distension, and vomiting. Treatment of bowel obstruction, including fasting and infusion or decompression with an ileus tube, was carried out according to the severity of the patient's condition. No passage of colonoscope was defined as the inability of an experienced endoscopist to pass a thin scope (φ11.5 mm) beyond a tumor site to the oralsided colon, and was recorded as one of the features of bowel obstruction.
All cases were reclassified based on the 7th edition of the Union for International Cancer Control TNM staging system. (10) We did not categorize isolated tumor deposits as lymph node metastases to evaluate independently. Follow-up after surgery was carried out in all patients and was comprised of serum tumor marker measurement every 3 months and chest and abdominal computed tomography (CT) every 6 months for the first 3 years, then every 6 months for the next 2 years. All patients were followed up from the date of surgery to the last contact (death or last follow-up). Metastasis and local recurrence were considered as tumor recurrence, and the final diagnosis was made by imaging (CT, magnetic resonance imaging, and ⁄ or PET-CT), cytology, or biopsy. Written informed consent for tissue collection and use for research was obtained. The conduct of the study was approved by our local ethics committee (National Cancer Center Hospital; no. 2013-293).
Histopathological analysis. We used the same histopathological examination protocol as that used in our previous study. (6) The resected specimens were fixed in 10% formalin, and the entire tumor was cut into 5-mm slices. Representative slices were embedded in paraffin, cut into 3-lm sections and stained with H&E and elastica stain to evaluate ELI status and lymphovascular invasion. Because of discrimination of the peritoneal elastic lamina (PEL) from the retroperitoneal fascia, we confirmed the continuity from the PEL found at the other area of colonic wall. Therefore, we undertook elastica stain on at least one whole slice where the tumor was closest to the peritoneal surface. The median numbers of H&E and elastica stained sections were 8.0 (range, 2-27) and 5.0 (range, 2-16), respectively.
Cases with tumor invasion beyond the PEL were defined as ELI-positive. First, we divided patients into ELI-positive and ELI-negative cases to identify the difference of clinical features based on the ELI status. Additionally, ELI-positive cases were divided into elevated type or non-elevated type. Cases with the PEL elevation to the surface of more than half the distance of the tumor invasion were regarded as ELI-positive elevated type (Fig. 2) . Then, the association between the clinicopathological findings and the three tumor types (ELI-negative, ELI-positive non-elevated type, and ELI-positive elevated type) were assessed.
Azan staining, immunohistochemistry, and computer-assisted image analysis. Two consecutive sections of 4-lm thick slices were obtained from paraffin-embedded blocks, which included all layers of the intestinal wall and tumor area with the deepest infiltration. One section was used for immunohistochemical a-smooth muscle actin (a-SMA) staining (9200, clone 1A4; Dako, Carpinteria, CA, USA) and the other for Azan staining. Immunostaining was carried out using an autostainer (Ventana Benchmark; Roche Diagnostics, Tokyo, Japan), as described previously. (9) High-resolution slide images from each H&E, a-SMA, and Azan stained section were obtained using a Nano Zoomer 2.0-HT slide scanner (Hamamatsu Photonics, Hamamatsu, Japan). All sections were examined using viewer software (NDP View; Hamamatsu Photonics). We divided the tumor area into two equal parts of shallow and deep areas. Five fields with the highest a-SMA and Azan expressions were randomly selected from the shallow and deep layer of each tumor (a total of 10 fields per specimen). Then, images of 940 magnification (0.59 mm 2 ) were saved as JPEG files. The ratios of the a-SMA and Azan positive area in the images were calculated using morphometric software (WinRoof; Mitani, Fukui, Japan), as described previously. (9) Cell cultures and cell lines. Both SPFs and submucosal fibroblasts (SMFs) were obtained from normal sigmoid colon tissue of three patients operated on for sigmoid CC as described previously. (9) The samples were routinely maintained in MF-medium (Toyobo, Tokyo, Japan) at 37°C in a humid atmosphere containing 5% CO 2 .
The human colonic cancer cell line DLD-1 was obtained from ATCC (Manassas, VA, USA), and maintained in DMEM (Sigma-Aldrich, St. Louis, MO, USA) containing 100 U ⁄ mL penicillin and 100 lg ⁄ mL streptomycin (Sigma-Aldrich) and 10% FBS (Gibco, Palo Alto, CA, USA).
Preparation of cancer cell-conditioned medium. Cancer cellconditioned medium (CCCM) from DLD-1 was obtained as described previously. (9) Initially, 1.7 9 10 4 ⁄ cm 2 of DLD-1 was grown in maintained medium for 48 h, and then starved in DMEM for 24 h. The medium was removed and used as CCCM.
Collagen gel contraction assay. A standard kit assay was used to investigate the difference of contractile ability in fibroblasts (Cell Biolabs, San Diego, CA, USA). (11) Briefly, 1.0 9 10 5 ⁄ mm 3 fibroblasts were mixed with a cold collagen gel solution, then 0.5 mL fibroblast-collagen mixture was added per well in a 24-well plate, and incubated for 1 h at 37°C. After the gel polymerization, 1 mL DMEM containing 100 U ⁄ mL penicillin, 100 lg ⁄ mL streptomycin, and 10% FBS was added and incubated for 24 h. Next, the medium was removed from the plate, and CCCM was added to three wells of each fibroblast type. As a control, serum-free DMEM was added to another three wells. Twenty-four hours later, each gel was gently released from the sides of wells, and pictures were taken another 48 h later. The area of the gel was measured using morphometric software (WinRoof; Mitani), and the contraction rate was obtained by the division of the gel area with CCCM stimulation by the initial gel area. Statistical analysis. Differences in the clinicopathological features between ELI-positive and ELI-negative cases were assessed using Fisher's exact test and the Mann-Whitney Utest; a-SMA and Azan positive area ratios were compared using Student's t-test.
Recurrence-free survival (RFS) was defined as the time that elapsed between the date of surgery and any relapse or the last contact. Kaplan-Meier survival curves were plotted and compared using the log-rank test.
All statistical analyses were carried out using SPSS 22 (SPSS, Chicago, IL, USA). All P-values were reported as two sided, and statistical significance was defined as P < 0.05.
Results
Association between clinical characteristics and ELI status. In the dataset, 92 patients (44.9%) were identified as ELI-positive. Serum data, nutritional status, level of tumor marker, and tumor location were not associated with ELI status (Table 1) . However, patients with ELI-positive tumors more frequently complained of clinical symptoms and required treatment for bowel obstruction. No passage of the colonoscope was also found more frequently in ELI-positive cases. For a detailed analysis, dividing ELI-positive cases into two types, clinical findings related to bowel obstruction were found more frequently in the ELI-positive elevated type than in the ELI-positive non-elevated type cases (Fig. 3) . Furthermore, patients with ELI-positive elevated type tumors required more treatment for bowel obstruction compared to patients with ELI-negative or ELI-positive non-elevated type tumors.
Association between histopathological characteristics and ELI status. Thirty-eight percent of patients with pT3 disease (n = 70) and all patients with pT4a disease (n = 22) were ELI-positive. Histopathological findings by tumor type are shown in Table 2 . Thin ulcers and thickening under the muscular layer were identified as morphological changes associated with an ELI-positive state. The ELI-positive type was also significantly associated with an invasive infiltrating pattern, a higher pathological nodal stage, a high budding grade, a high lymphovascular invasion grade, and a high perineural invasion grade; features that are related to tumor malignancy. Furthermore, tumor size and annularity rate significantly increased in the ELI-positive elevated type cases. These clinicopathological results suggested that elevation of PEL was associated with bowel obstruction and occurred in parallel with tumor progression.
Association between fibrosis and ELI status. Fibrosis in CRC is associated with bowel obstruction. (12) (13) (14) Therefore, we quantitatively assessed fibrosis in tumor tissue using morphometry on Azan and a-SMA staining, which was evaluated by tumor type.
The a-SMA expression was higher in order of ELI-positive elevated type, ELI-positive non-elevated type, and ELI-negative cases (Fig. 4a,b ). An increase of a-SMA positive area ratio was strongly associated with ELI status, and it was observed not only in the deep tumor area but also in the shallow tumor area. Furthermore, there was a significant difference in the ratio between ELIpositive elevated type and ELI-positive non-elevated type, especially in the shallow tumor area. In the Azan stain, the fibrosis area was also higher in ELI-positive cases than in ELI-negative cases, but the ratio was not different between ELI-positive elevated type and ELI-positive non-elevated type (Fig. 4a,c) .
Association between prognosis and ELI status. The median follow-up was 4.3 years (range, 0.3-6.6 years). The 3-year RFS rates for ELI-negative and ELI-positive patients were 95.4% and 74.9%, respectively, and the log-rank analysis revealed a statistically significant difference (P < 0.001; Fig. 5a ). However, the 3-year RFS rates for ELI-positive nonelevated type and ELI-positive elevated type were 72.2% and 76.7%, respectively, and there was no significant difference between these two types among ELI-positive patients (P = 0.340; Fig. 5b ).
Contractile ability of SPFs. To estimate the contribution of SPFs to bowel obstruction, contraction assays were carried out and contractile abilities were compared with those of SMFs. The response to CCCM stimulation was significantly higher in SPFs than in SMFs (Fig. 6 ).
Discussion
In this study, we investigated two types of ELI-positive tumors and first detected the progression-dependent elevation of PEL that was associated with bowel obstruction. Elevation of PEL implied a spread of CMPI toward the luminal surface, and further investigation suggested that the activation of SPFs, which normally reside in the subperitoneal outer area of the colonic wall, contributes to obstruction of the bowel. We have reported that CMPI contributes to tumor progression and metastasis through the interaction of SPFs and cancer cells. Tumors were known to form heterogeneous microenvironments and some of these, including CMPI, promote tumor progression and metastasis. (15) (16) (17) (18) However, a progression-dependent alteration of such a tumor microenvironment has not been investigated. In this study, we revealed that a progression-dependent spread of the tumor microenvironment to the shallow layer of the tumor tissue resulted in reduced bowel patency. Our findings first suggest that the tumor-promoting microenvironment can contribute not only to tumor progression or metastasis, but also to the deterioration of clinical findings.
The cancer microenvironment consists of a heterogeneous type of stromal cells, and fibroblasts are one of the major sources. (19) Subperitoneal fibroblasts were reported to be sensitive to CCCM stimulation, and the upregulation of contraction-associated genes, including a-SMA, by CCCM was one of the specific features of SPFs. (9) An increase in a-SMA expres- sion was found in CC tissue with strictures and enhanced contractile ability of fibroblasts. (20) (21) (22) Concordant with these previous studies, we also found a robust functional contractile ability of SPFs that seemed to be associated with the bowel obstruction. In addition, the spread of CMPI may contribute to the development of clinical findings related to bowel obstruction. However, the spread of this microenvironment did not deteriorate the patient's prognosis. Consequently, the tumor biology would have been already altered by the formation of CMPI, and the spread of CMPI would lead to alteration of tumor morphology.
Morphological alteration in the course of tumor progression has been studied in the early stage of carcinogenesis, as in adenoma-carcinoma sequences and de novo cancer. However, there were few studies on the morphological alteration that accompanied the progression of advanced tumor. Recently, we have reported the morphological alteration associated with ELI-positive type invasion. (6) Further detailed analysis in this study revealed that the elevation of the PEL was strongly associated with lateral tumor spread and the resulting increase in tumor annularity rate, which suggested that the spread of CMPI caused morphological alteration. Based on these findings, we propose a model of the morphological alteration that accompanies progression of advanced CC (Fig. 7) .
Understanding stromal events may be helpful in the treatment of CRC. More recent research suggests that tumor stroma might be a good target for therapeutic interventions, in particular chemotherapy. (15) For example, it was reported that treatment of pancreatic cancer with nab-paclitaxel reduced the number of cancer-associated fibroblasts in the cancer stroma and improved the response to chemotherapy. (23) Twenty-five percent of patients with uncomplicated CRC with unresectable distant metastasis who underwent chemotherapy required palliative intervention such as bypass surgery, colonic stent, and palliative resection; approximately 80% of these interventions were due to colonic obstruction. (24) We speculate that treatment for tumor stroma improves bowel patency, thereby avoiding stent placement or palliative surgeries that are required for bowel obstruction. Treatments for tumor stroma may be effective in treating patients with unresectable primary CRC to avoid invasive palliative procedures.
The limitation of our study is that there is a difference in the number of H&E and elastica stained slides examined in each case, because we could not adopt the protocol with a predefined number of blocks and sections due to the priority on clinical diagnosis. This might cause a bias in the classification of tumor types. In conclusion, the tumor-promoting microenvironment of CMPI spread into the luminal side of the colonic wall after ELI, and caused bowel obstruction through activation of SPFs. The clinical outcome was affected by CMPI formation, and clinical findings were affected by the spread of CMPI. We are the first group to show that the tumor-promoting microenvironment can spread in the course of tumor progression and can influence physical findings.
